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Abstract of JP91 03291 

PROBLEM TO BE SOLVED: To inexpensively and efficiently culture the first stage hepatic cells by using a collagen type I as an extracellular substrate and a perfect 
synthetic medium free from insulin as a culture medium on the measurement of the drug metabolism capacity of liver. SOLUTION: In the cultivation of the first stage 
hepatic cells on the measurement of drug metabolism capacity of liver, collagen type I is used as an extracellular substrate and a perfect synthetic culture medium free 
from insulin, containing a compound having the action to develop and induce pheno barbital induction type cytochrome P-450 in hepatic cells (a barbituric acid 
compound) and a glucocorticoid having the action to enhance the development of the phenobarbital induction type cytochrome P-450 such as dexamethasone 
whereby the first stage hepatic cells can be cultured inexpensively and efficiently. 



Inventor: 
Applicant: 



KAKINUMA JUNJI; ODA HIROAKI; KIMURA NORIKO 



WAKO PURE CHEM [NO LTD 



Report a data error here 



Data supplied from the esp@cenet database - Worldwide 



1/1 



2005/06/07 18:20 



msfrmmir up) 02) & §fl 4$ 1^ & 3* < A > (ummtum&mm 

#^¥9-103291 

(43)&R! B ¥^9¥(1997)4^22H 



(51)Inta 6 




F I 




C12N 5/06 




C 1 2N 


5/00 E 


1/38 






1/38 


C 1 2 Q 1/02 


7823 -4B 


CI 2Q 


1/02 


// GO IN 33/48 




G 0 1 N 33/48 M 






SEEM* 


*»JR gf*JS»»14 FD (£ 11 H) 


(21)fflg#^ 


ft§5¥7- 288094 


(71) USA 


000252300 










<22)tmB 


¥^7^(1995)10^ 9 B 




*.Mi±mi'S>9i&&m 3 T§ 1 S 2 *f 






(72)^9J# 














52845-256 £#M*^¥fttif£D-433 




(72) 










S$n&£#Mrfj^fiK»BBdU 3 - 1012 -> 








■Wl/i»&105*| 






(72)89Nr 










AK^AKrP^^KIttliirHTa 1 # 2 ^ 











(54) ismozmi mmmmfmrnrnm^m^y v 



(57) [mm 

mm] $&& i S37-y> mo mmmi 
Mf- h ^n-A p - 4 5 o fcass-tt&s ®wm$m 

mmimm%mmnzttx . mwmnt ltt i c 

St, |ffffllfifcttftSPBg&#S?-h?n-A 

p-4 so^^mwMm^-^hyivn^^^ k 



(2) 



^¥9-1 0329 1 



mmmmumzttx . mmmt ix im?y- 

mmmmmttox. mmmnt txim^y- 
yyimw s.^imt ix. 4 yxu if 
anfitiwt s 7 x j KMd? -frmmmi- h?o-AP 

p - 4 5 o * jea$*siaftS«ffimfi««*ffit:» 
■t. nnftsitk ix imzy-yyzm^y 

;Pf 7 -/Hftaffl* h 7 o- A P - 4 5 0 iO^Sl^^ 

P - 4 5 0 *»SS**ttft«ailHIIBB««*t6t:» 

k LT. y^yyi*4-f. ff«Bt*Mt67x>'A 
4.b'7 -;PSW£* h?n-AP-4 5 0 <0«SSI?»^ 
fflSr^ttMl^k 7 x 7A'/Ut'7-/H8$Sf- h 7 o 
-AP-4 5 0O^ti^fflS:Wtl.^>3=?^f-3 

K aotgifikLT, -fyx'jy^^-t', fftfflfi&R 
ft 6 7 x 7AA,t*7-/H88S^- H7D-AP-4 50 

Srftffl-TSCkSr^Sk-fS. WM)fF«^#^ 
ftS 7 x S/ifrVf-MimStf- h?n-AP-450 

[»^«6 ] mwmnt tx i san y-yy&m 

ft£ 7 x 7 / </U f 7 h^n-ixP-450 

<?)fmmm&Gtzit-&mt 7x y^t*-**! 

^Mf- h 7 o-A P - 4 5 0 OfBS«5fiffffl*#t «^ 

k *8«kt* . ^fttg«ff«tg*lci5*{tl» 7 x /a* 
;l/t*7 -/H39S^- h 7 n- A P - 4 5 0 c^ltrffi. 

r& 4 msg 2 . 4 xti 6 of?*i*HcEa<o*&. 

P-4 5 OOfBHUWftfflSr^rftft^** 1 . A;Ut'7 
-iWtMLGtoX'h h mm 3 ~ 7 <r>M#i3WciE«^)* 
ft. 



[SK&I9] A/Pb''y-/M8^^fll36<. 7x/A/P 

[fl^JSl 0 3 C0«^««kL-C mny-fy 
X'fihtitzimmm. (UM yxyy*^ 

RV(i i i) 7 x 7 A/H: ?-/H83SMf - h 7o 
-AP-4 5 0 OfHSHfiiftsffl £ 7*/l/ 3 3 

(IS^JSl 1 ] 0)««lfk LT 1 

x'mhix&m&m. (uw o yzst^^-s 
mm. {nmmmizmi 7 x s/<>u\z?-Mm 
mi- b 7 o-a p - 4 5 o <oasK»fBH«:*r*sfl:£- 

«K fttfU v) 7 x 7 A/Pb'7-/H8«f$H7- h 7 o— A. P 
-4 5 0<0|»me!ftffl*^rt S/wa^fa-f 

im$m i2] 7 x ;^>ut'9-Mnmmi- b ? n- 

AP-4 5 0^3S!^^ffl^*-T2.^ft*\ A>b' 

y-;HJBRft^«rc* 1 1 tclfi»<7)tS*^ •/ 
h. 

[if l 3 ] rt>\st'v-mmt£®tf. 7 x ;a 
;Wt'^-;Pt'J)l.iiSJH 1 2izm®<nim* b . 
[MRPH 1 4 ] 7>3 ayP^-3-f KA\ fW^/ 
yC*6ll*Jai 0-1 3<Offn*»KlE«<0«f«4f ■/ 

[000 1] 

^am* -vbizmtz. 

[000 2] 

t-tmmi. s&Mzmzm&iMmzimzts.'* 
xww&ottmx-ii. rnmmt Lxm±^m^m>^ 

tcok LTSttAi^lv^KO|S]HA5i* t *0. S)« 

«^*wig«cis< . ts*«k txm Lot 

^k#/.<5*iT#^. 

[0003]^^:. IfflicoSfeftat^t^TtfC^^ 
aW*ffl3f-h^o-AP-4 5 0tt. ^tW7^ 

i/y (OT. MCkB&ifi-r?,. ) £.K&ztihit£Qnz 

X *)3ffltfW£Ztlh MCKWffif - h 7 o — AP-4 5 
0 (CYPlAl#.tfCYPlA2) fc. 7x7/\';kt'7-/KJa 



(3) 



1 0 3 29 1 



mm $fi.i> p b mmmi- h ? o- a p - 4 5 o < cyp2 

Bl&tfCYP2B2) b<T)2'><r)94T\ l Z-XmZtlh. LA>L 
MCHI»g*-h7Q-AP-4 5 0U:. fflilff 

p Bt&ssf- h ? n-A p - 4 5 o «, mzmwm*? 

-A P - 4 5 0 T&*fc*>. WS*lffi«S3|B#K P 

b^(c j: o p smmmt h ? o-a p - 4 5 oa%gst 

<i, 4*rttc»tt&#aH5«i • wm^^mmmm 
m my> ■ mm) zmtetbtuhmmmb ix. 
mt. imi&iunw. fb^o-AP 

-4 5 O^fflSrStfC h'cT) J: 3 &tt®<D£jSttl»jit! 
k%h<r>ti> (flUtf . «ttt!|MW^)*Wi«i:'5r60 

a^s*^) «riK4fcft<os§t*afcUT» mxm 

%i>cr>X'h&. 

[00 04] Lfr L%ifit>. i§3iff«tf> 3&7C«iI . 

(jar, TickUHE-rs. iiMuraff 
q- a p - 4 5 o p b t j: a , imtm \m i 

<&T+lk^ofSISg&* ^-h?n-AP-4 5 0f&gi 

[00 0 5] jfi^. 7WEHS (Engelbreth-Holm-Sw 
orm) |^1M4*C7). im^y-dfyRXSTo 
TJf^'J^y{CstfEHS-ge l CB^^hV-r 

-< y^yyy (&) 8) £ffljBft£9ti: L/C, M^S 

P BSWSf- h 9 o-A P - 4 5 0 OffiSSIitettlr? 
# h Z t tfUHi £ titz . ^g«IHI]&£tt*aaJBft 

^<7)^(i. EHS-ge l £ffl(,vCig 

[0006] L*>L&#<c>, C£OEHS-ge Hi, V 
^EHS«B*BflkLr^*fcft. ±*±jt#BI£ 
Tib 0 , ' floffi^T KflKr t <T>X'h o it . 

[0007] ftoT. SflftrTICfcMB&il^Sfc LT 

BacOf§«^rffi, PBI^Sf-h^Q-AP-4 5 0^% 
SS*f»4 WSSSF*Blia^tgll*^{iPB^Sf' 
h 9 o-A P - 4 5 0 nfttfii&MSttmttLX 

[0008] 

&mzm&%ztitzi>cr>x\ sfi^T i czmmisM 



«St«Hffl»K»ftS P B mm.* V 9 D-A P - 4 5 0 
[0009] 

liafl-gftfcLTTICSrfflO, a^Jffit LT. -f 

[ooioi*^, wmnmhwm&MM 

LTTIC$rffll\ flotgtfitLT, 4>-X'Jy£££ 
•f , fHHBfcftWS P BSKfflf - h ^ d-A P - 4 5 0 

[0011] mz. P BI^SM^- h ?a-A 

P - 4 5 0 

T, MWYW&k LTT I C^ffl^, aot^tafc LT. 

jvxyyzsz-f. ummzmihPmmm^Y9 

O-AP- 4 5 0^6SS^Wffl**1-4ft^**-** 

[00 12] &tz. PBf^^Sf-h^n-A 
P - 4 5 0 * J^5*StKt^BHBfi««*afc» 

A yX'J y^i-f. IHIIfiK»tt4 P BfflmSri-V? 
a- A P - 4 5 0 ^»SS8Wffl*#t P B 
»8)Sf - h ^ o-A P - 4 5 0<0«S«3l^ffl^#t 6 

zkmw.kth. wmmKmmotmnm. am 
x-hz>. 

[0013] mzttz. *muz. mmmnk lxt 

S P B I^Sf- h- 9 n - A P - 4 5 0 <F>W& 

thzkmmkth. tiiwmfftmmmizmi p 

B f83H^ h^n-AP-450 cO^S^ffi . «0f6WC 

[ o o 1 4 ] mmmnk lxt i c 

t»»t4 P BSSSHSf - h ? O-A P - 4 5 0 O^il^ 
f^ffl^W-T Sft^flli: P BBWfflf h 7 Q-A P - 4 5 

6^^*«iftS:fiLffl-r s c k ztmk?z> , m 
iffai)iatg*ic^<ti> p bi^ss^- h^n-AP-450 
<r>mL-nm. <r>m\x-hh. 

[0015] MIC *#9Jli. L-TT 



(4) 



f#iH £ 9-1 0 329 1 



i CTHfcfifciMHSiB. (n)Ayx'j yz-ki*^ 
mm,mmm&m* v b . mmx-h * . 

[0016] Igfcifc, (i)*UB*£JU: t 

TTICtHteJtfcftiHHB. <iiHyx'jy££-i& 

w^s^mfft. (mmMMizmhPBmmmi-b 
t^(iv) p smm* b ? o-a p - 4 5 ort&stmft 

[0017] BP*>, £fI3:T I C£» 

t P B f^SMf- h ? n- A P - 4 5 0 ft &JS£ H 

xztcAyxv yt,z . 0M.tf p b fWN>t'7-/^l 
{k^^ffRNSiBCMJts p Bvmm- b ? a- A p - 

4 5 0 <0»8»*fcffl£qrr *fc£fttc J: * * H ? a- 
AP-4 5 0<0»S«r««I-r6ffffl*«*6ii:^ajL 

fc. zzx\ zcommzm^^xmzm^tmK Ay 
xv >&*t%\>&£&mmzmLXMV&mfm 
MZimttM. mmmmt lxt i am^tim^ 
X'i>. mffll&lzPBmr>u«e>&.#ftmto£.l; 0 p b 

mW§l1~b?n-AP-450$:miZitft$>Zt. SS 

«<?)±mmtoizi h pmmm^ ^o-ap-45 
onm,9i%£mzmmzitmzt. m^mttuf. 

A yx v yi^t-f. IFMRMcttft* P BfMSHf 
o - A P - 4 5 0 ttSBgitfttflUB Utt&M'ZZArt- 

?a Ytr&tthS&t^mmLxmi&mim 
mim-ttiif. mwm%k lxt i czm^tz®& 

P - 4 5 0 (O^S-ft u^-caoajHiai^s 
[0018] #»5!fcJflv^*iSffllSft**i: LTti. 

%mmza- b LfcttB (Mitf . T I C 
CTOHBBStffcktf)^ s£fi. ^/WtOTICfclMt 

mmz^tzhcom. )X'&mzti&. zniozmm 
m&t ixte. mm&nt lxt i czmtmi, 
<nx'htnm< . »(dResii«rv«*. zmnttx 

t'^-/k ,-K'jx-T-i/y, ,-K'J^on^--t:^-h^ 
£dtStfHHl:£«K #5*. ^fLtt^'^x. X>)JjyX 



-mmzmmmx-mLm . .n-u&iias 

*\ fltelf . *tt rcellmatrix 

M%m. P. 25, (1989).trfflHf7^y (tt) 

tmmmm mi mzim<?>. ?y-yy ■ 7< 

ziy-yy- 7 <ii-J>Zimt&Zblz£*)'tT?Jfm. 

ay-yy • • -? h u y ?x<r>mmmffmf hti 
h. 

[0019] *wmzm . ^nfttf ftiffiBiES: . p bis 

^S^- h ^ d-A P - 4 5 0 Sr^S§-ttl» Z b 5- t 

Lximt&mzm^e>ti&5E££mmb txa. ® 
wmift®M£imift&mwtztyt>fr%mm%f8. 

ZtlX^Z . A yx>) y£$£%\.^i&X'S>tUmizm 

nxm^tlh. (5l^{fWayn»uth MB752/Ugtfi. Willi 
ams Et§tfi. Ham F12igttefcDulbecco^ffiEagleigifi<7) 

i : i c^ig^tgtfi, chee'simmnmm^itmzm* 

xv y*£<%t%^tm. mi<ti.AyxVy*-kG 
LX^tzbLXh. -e^S^'PBISaSf-h^a-AP 

- 4 5 o nmsmftrntutt ft&mizi zpsm 
mrb7a-i±p-45ocr>mimmftmzmmi%^ 

AX'hZ>£o%imcr>ZbX'hZ>. £tz. ^J:?^ 

y+f-'Ji^yB. ^.-^"jy, xbVTb^A^ymcr) 
^WmtfettiX^Xlii.^. Wlz. z\<7)£d%%. 
£&mmiz. PBl^Sf-h^o-AP-4 5 0^ 

im&ftmttt&yinzt^zA vsmttux* 
fmmztmh p bis^®^- h ^ q-ap- 4 5on% 
mm** r )muoi>x'Sr>%mzm'>xftmzitz>z 

bi)^mb%Z>cr>X'i: Off 4 U^. 
[0020] *3«Bt»Tffl»-^ii*, ffiBfiCfttt* 
P BSWffif- h ^ o- A P - 4 5 0 

■thit&tob txii. mmmfw&gmtz. rasa 
tcMtti. p bis^m^- h ? o — a p - 4 5 o coztmzm 

=5r^*>\ (^^.(fPB, t.ybrt)V\2 9-)V, rtfrt:?- 

?noi^y(DDT) . ,-K'J^*-fbt*7x-;KPC 
Til, l^^jWg^CJ: *)m%2>t:#>-'®izitwl% 

^\ mwPB£m^t:%&. a»io-»MjaT. ff* 

L<Ji0.2xiO- 3 M~5xiO-3M, i»)ff*L<Ji:0.5x 
10" 3 M~2xio-3Mc7)MH*^jgas^§ii^. i^, d 

tie* p Bmmmi- b 9 o-a p - 4 5 oetfmztm? 



(5) 



0 3 29 1 



[002 1] #f&0J](cMTffl^ft.47'/l'3 3;l.f-3--f 
H b LXlt. *Jft«*lfBffllfit»T . P B&mi- h 7 
a- A P - 4 5 0 AffiRfrRXfiffffl^frtiftMli 
fcJ:4^r-?a-AP-4 5 0WfHBtt#*««-t6ff 
JMWt4i«T'$>ii(flK. Wc»gS*i«riW. M 
3/H-V-/K 3;H-3Xfov. 3/pf-yy^ 

y. 7VK^Vayli;co£l£^3:3^f-n4 K^c7)^ 

JKkLTli, fflSlO-^MOT. ffi L<t±10-3M-lO-5 
M. J: 0»*L<(±10- 8 M~10- 6 M(7)eHA>(i>jSi:afl? 

too 2 2 j *«BHt:ff4tBft»MiifFaiat i/cu. *j 

fcLT(±. Utttf. t£}«sS£ C+tttfc- (19 

87) mmmsmmmm. ¥£&m±y?-: . 37 
yi—mtom c*tt&- <i987) tttt&sffiMKgg 

[0023] *3sw)^Krft, mmm&izmi- 
4, ^mmmmmmt. nczmmimbi 
xm Ltimtm&b±&iizmt*mw%&&&i&m 

Z&ftt&lMlt. Z <Mrff KMT Mttftbixl tnftte 

mmmmmmiMzw tx . p b i^^m^ b ? n 

-a p - 4 5 Ocoifv >M8«* { i#*>ft4 «k 3 t3£S3f 

[0024] *%wmm*mm*m3im$. 1 

■r. ±ELfcio&*ffi-c»A»tttiFin«na*. issue 
auras, mtiivnmr < -yi/^ztzmwmizmft 
Lx%mt&Mk£X'$>tn£. a«io»Mo»a«B/ioBi. 

#4 L < «i 3 x 10 6 - 7 x 10 6 «/10ml b%h£?tz±. 

muzmTicmmmmttxmt 

%4>X\ ffl?s30-4<rC. Ut L<li35-38 , C-C\ M^4 
~96B*f§L #£L<<i24~48B»riS§£-f4. jSL h51£ 

gMvUty) kLTaifi<7M y*'jy££W£-itTfc 

^J^. i©iflrail8tc«Ht4PBSS^f-r-?n-AP 



- 4 5 0 *>»8R3ifiMfl «r *rr 4 K&m & mzma L 

fcttUfcXtULT, a*5%tf)C0 1 ££trSSW>-C. 
a#30-40°C, *r£L<t±35~38XX\ «it4~96B# 

isl ff* l < (i24~48i^rafrig»^ff 3 £ t tc £ ohm 

»CI±. PB»Wfflf-h^o-AP-4 5 0<0JB8K 

^#ffls-iir-rsft^5C «t 4 p Bt&iiN?- h ? d — i* p 
-4 5 oo»s»wfPffl&ffl*L*v4-c**iHr. >f y 

[ 0 0 2 5 ] ft. *gli^*££h'0»iDP BS»S* h 
?o-AP-4 5 Otf%s%l,t:fr(?>mUi. CtftfHMc 
Mft4&i£. Mitfy— 9"'yffi. RNaseTax^a 
y • T /-fe-f}£. XD 7 h/D7 hft^ CFrederick M. 
Ausubel^, ^Uyh ■ 7*al3-;PX • y • ^Udf 
a?- A'^jj-oiA- (1987) ) lcJ:OPBi^^Sf-h 
^7 o-A P - 4 5 0 «%JitCllji-t4 m R N AftSrSiS 
•t4^r&, gflilf^I^^yS CFrederick M.Ausubel 
^L-yh raha-^X- >fy *U^a7-- 

AM^rn^- (1987) ] . mft&mmi (se^^pi 

A «£ft1^9IUiS5 P. 62-6 

5) tpc J; 0 33 Lfc P Bl^Sf- h 7 a-A P - 4 5 
0W^^K**ai£f 4*J6«c J: OfTitf in. 
tJf^g*fff»$r±lfiL^< LTa^4-96B# 

m^xmz%mtz>zbiz£t). zti^ma^mm 
izmi&Kmvn&z . PBi^sf-h^o-AP-4 

5 0 fiOf|3!<9g££fg«i: LTS^-T 4 i k *«nS4: 
4. ig(c. Km^* 5 ffliitJ;0^ll}$n4ttM^*L 

feaa**i£t:j: o»i5tt*uf. mmimtfAmzb 

oTW»=5rtt« (Mitf«!85tt. «S«I14^) Sr^TL 
X^hi)^WW&zz\ti$:mhZ.btfX'*h. £ 

(c i 4 p b mas?- 1- ? a-A p - 4 5 o nwmm*: 
*»*4ftufi*ir*4*ou33/H-3'r H^±ieu^ 
§«grcftff$*TtJtttf. aa*^t:j:4B : iHnafc»»t 

4PB|^S^-h^n-AP-4 50^3S^COS« 
* { J:»)ti^$ix4^T\ ^ofBS^iO^atra*^ 
ZbmmbZh. ft. g^3 3;l,fr>( r-'«tgtfi+ 

x'^mx<mzm^m^-h\ mm. maumfr 
&y£^«tstt+e£ws-ertttvcfcj:v*u frig 

tttt. Ra5«W*16«Kft»S-e:4i{(c**S-fr4J:9 

ra^4-%B#n]» ffi^L. twmwmzmihP 



(6) 



1$H¥9-1 0 3 29 1 



B SWISS?- h 9 D - A P - 4 5 0 <7)%.m%®ftft £ 
Bffimm* h 7 a— J* P - 4 5 0 £ fc #T' 

^w, ztitm* nmniwvsMmzm hitmen 

# i> . Kfc. d«0 J: a^«Bfc Umz ( P BUS»Sf- 
h?a-.£>P-4 5 0£J&8S*fc»fc:) . 8flM>ica 

tMttt&tZ-. PBiMf 5 0(7)16 

3f|ii*ftffl**rr J: S P Bf^Sf- h ^ d- 

n/H-rM FZHZUMmgtXZ&ZitXtimi, 
BHBJBfcfttt S P Bf&lffi?- K 7 vx-K P - 4 5 0 

ft, i2PBl$SS?-N?n-AP-4 5 0^?g»lf£ 

*Rt**5** J: oizlX fcftn. 
[0026] *%BJii7)gf I8<^ftftaifigffl£fflMtt3§f 

Mtf6tttH?>fiS£. PBi3*fSf-h?o-AP-4 5 
WlffliKJ:£tti8ii!foA { AttKfc oTWWfrtBteWU 

x^hi}^frzm%?&tzMzmmm®zmL-t2> z 
mfct?>t:Mztiimti&i><r>x\ (i)mmmtt 

XT I c-CKbUfctftSSB. (iiMyxiJy£^& 
I ^££j£»&Jft . &tf ( i i i ) P B §&8£f- h?o-AP 
-4 5 0W%S^f^ffl2r*-rS^33/|/f-3>f b'£ 

v >?sai . m«s mi? to or te5fc£a<£ a o t* a a*. 

(ii)Waymouth MB752/USHL 

^•.^mmz^mhmmt. ztimmum 

TO*D< LXWMZtlh. Waymouth MB752/U3i& (L- 
//U? 5 y-tW. NaHCO^W : GIBCO BRLttS?) 14. 12 
gtlgSe*900BlS:iS*PL/S. CfUCNaHO^ 2.24g. TV 

rftr'J^yBjg ( iCNttS) lOii. i-isyy ■ 



UTY-?j z/yfa (GIBCO BRLftSi) 10ml £JO;lTJSil* 
U ^il2rpH7.4^i@SLJt^, ^MSrlOOOml t L. 0.2 
2>L/mc7)^y7'^y7>f -XP ltzl><?>. 
(iii)Dex. 

a : ztittmwzffiMt&tz^tiixit. muno- 3 
m d e x-^w/f 9 ;-Mmt itcmzm s m*tm 

[ o o 2 7 1 sit, *mmm?>mmmm%m® 

u-cfflv^cii:^ tmmmmizxiitmmm^k 
mzt nx^m%wg*-%Lx^hb^fr*m , j£tz>tz 

MzmtZtlZ l>cr>X\ (DWmXRb IXT I CT- 

m)immizmiz>PBwmi-h?vi-&p 
mm* b ;o-ap - 4 5 onfmmftmtth 

wmimmom i^am. mmmz^xamz 
mKfcmvx'b&tf. it&RfrMkLxit. mumr 

OX o ZfoZ-iabitO t <hifWf hill . 

(OT ictzi-bitixvzri'yri'-b. 

(ii) Waymouth MB752/U|ftfi. 

a : nmogmtzm-r&mMi. ztizmzmum 

Tcr>tQ< LTWRSit*. Waymouth MB752/l«Hft (L- 

5 y-^W. NaHCOa^-g-^ : GIBCO BRLftM) 14.12 
«fc3RS*900iliaanLfc. CintNaHCOa 2.24g. 7> 
*x'J>-yB?g ( ICNttS) 10mL ^y'Jy-Xh 
UTb-74 isym (GIBCO BRLttS) 10ml SrJp^T jiff 
L x iil^pH7. 41CHS L/cfl:, ^*lr 1000ml i: L . 0.2 

(iii) PB„ 

a : i*iSr«w+Kiiairr6tcafc->tj±. Miif 2m 

(iv) D e x. 

a: Clillr^ffl+^intl.lClJtoTti. (^^.(f 10- 3 
M Dex^W^^y-/W§^i:LitfiH, «S»?rlg 

[0028] otc mwmmsmzmf x*m\ 
mmztia>cr)X'ii%\.\ 

[0029] 
[HJS^l 

muz. 
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• tmfitiR : NaCl 8g. KC1 0.4g. NaH 2 P0 4 -2H 2 0 0.078 
g, Na 2 HP0 4 12H 2 0 0.151g. HEPES (N-2-t HD^f i^Xf- 
;H^^7 y y-N' y >S ) 2.38g. 7i7 
-IVV-/Y 0.006g, EDTA 0.19g, NaHC0 3 0.35g, 7)V 
a-X 0.9gSr^7k900mHC?§S?L. IN NaOHTpH£7. 
2lctlgLT£ft£ 1000ml t Lf^nmW&Mt L 

NaCl 8g, KC1 0.4g, Na 2 HP0 4 47.9mg. KH 2 P0 4 60mg, Mg 
S0 4 48.8mg, MgCl 2 46.8mg. CaCl 2 0.55g. ?)VZ1-X 
lg, 7i/-/^7 H 6mg, HEPES 2.38g, NaHCQj 0.35 
g£a5g*9O0mUC|if|\ ®MUz. ZtllZlyyi—if 
C034- 10533 : ®%%mX.M (ft) tiM) 0.5gt h*J7 
ytf?- (T-9128: y^vttfj) 20mglr^iDL 
T. ®V&tXfflf Lfc. mm\k. IN Na0H-CpH7.5(;: 

mmitzm. c\ixizmw*$:toix£&£V)oomit u 

m&frnX^r << »>A)gC20(M^-?tt&L-C3 7>-'-t 
tz. 

NaCl 6.8g. KC1 0.4g. NaH 2 P0 4 1.15g s MgS0 4 93.5mg, 
771/3-7. lg. l-T)V¥-yi&W& 126mg, L-yXf 
4 yifi^tg (— *Jg) 31.4mg. L-fDyy 36mg, L-t 
Xf-^yillgia (— *t§) 42mg. L-fVa-f S^y 52m 
g. L-o-f is> 52mg, L-'Ji/'yJa^ta 73mg, L-^f-jJ" 
-y 15mg, L-7x-/WT5-y 32mg N L-7U-7f-y 4 
8mg, L-h'JTh7ry lOmg, L-A'Jy 46mg. 
& 75mg, a^ith'JW 60mg, *S5BP 'J y 
1.8mg. lmg. 4 Ji/Y—lV 2mg, nnf-y^TS 
K lmg, Kyhf-yg^yl^A lmg, tsigtr'J 
-iv lmg, 'J*7 5t'y o.img, tai?f-r$y lmg, t' 
^y 0.02mg, ^^V^i/y60mg (jjfl) . 7x7- 
/H/7 H 6mgS:^g7K900mUcMf . ^MSrlOO 
0ml fc L/c. iil*j««a*<0>T * ^AJRKSOOil^O 
#i£U 12rcT205Ha*-h^l^-7*«aLT. 4°C 
TftffLfc. ffiJtH*fc» C£>500nUC3i--h?U-7*i£ 
B»*<07% NaHC0 3 jg^35mlSrgsJnLT, «i5fcfrffl 
MEMtgtfih tJt. 

[0030] [ff«#siffl 77h] ftai50gB«f*oui 

star£8t7/l- <H*SLC#f{) t:, Iff«#ig£-C' 
ofi ( 2M0HH) . ll^mWiWm^X'M^Y-^ 
iZ 1 Eo'-PAfU llJBSm ( 7*M RX h -/ 7 : B*H 

[0031] [8F»n<o»K] fFiesaii. <w<^?7£ 
t+trtt- (1987) wmmsmmmmm. ^mm-t 

I?) Jff»T<05 y KO£#£0.02%t t'-fyjft ( I C I 



x - u^jtaa* fc»T $ *t sasasfrcftir « 

&20ml/minTiISSU «lllLTfiaKe»JSrftaj5-ti: 
fc. 1^7 y ht7)I^Sr^V^T^il$:Siai§-li-. 

«W«T<OT*»ll!tc»^*W/l'-ri*»ttfctt, 5fc(c 

m t aaoKff JUffl^^ - x - u * fr&sa^ tasi mc 
y-)-~ mmizzmiTwmsiZ'ir^z. monrnm 

Hii^Oml/min-CliSSL, *<oaaaB0il/«lii-C3 

77-'t— Hf^»g* 5: &-< x-mviLfz. mmiut. 

ftWi£i' J r-l'l l Z®lX*XX'&<MftL. I^OmlOUe 

mmwmMEM%mmz.x%±®&v*<-y ht«<» 

$$$£50O^00rpmT^|l]3^JIUc. ^'C>f*, 
±jf LTI^# . ff^tfflliaa^fflMEMlgtfi^JO 

SWC »a^fflMEMt§lfi20ml^an^TSjSL. 
d^lffll«»^S?S0. 2mHC. h 'J M*y 70U-0. 2ml t 
«fift»fflMEMlg* 1.6BlS:Jni. ifflfla^s^fflfia 

its (iguanas) a«ff*»*t4aBsiHRife c (m 
m^mis. tt-^mmzm^ikm mmmnma p. 20 

-223 fc«v4HILfc. 

[0032] mmm. 1 

( 1 ) rnvmsmmotm 

iumnrnm v.t<dumz. ^miz^xttiztm 

MUz. 

■ Waymouth MB752/Ugtft 

Waymouth MB752/lt$tfi (L-//l/^ S y-£^i\ NaHCOj^ 
If* : GIBC0 BRLttH) 14. 12glC^S7k900ml *j6JoL 
t. -IfUCNaHCOs 2.24g. T^f'Ji'i'Ba ( I CN 
ttM) 10ml, ^Zy'jy ■ i/y/S (GIBC 

0 BRWtSl) 10ml$rJn-tTJg#L3t. ^ft$rpH7.4(cpS 
t)tf^. $: 1000ml £; L, 0.22jLtm^ y7'Uy 7 4 
/^-•CriS^fflL^tOSrWaymouth MB752/Ugttet 

• Dulbecco's PBS 

NaCl 8g, KC1 0.2g. Na 2 HP0 4 12H20 2.9g. KH 2 P0 4 0.2 
gfcHS*900ml . jgttS * -C18# L/v: . Cixld 
StKStSD^. . ^*?r 1000ml t L. Dulbecco's PBSt I 

[0033] c wmmmimmm] mm. 1 ti# 
btvkstmswte. ixiwmM/n\t%z>£oiz. 

±ISTlSSt^Waymouth MB752/lt§tfi (7y*f'jy 
y2.5^g/ml, "tzzi/'J y501U/mlS.y r 7.hl^7'hV^ 
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i'>'50jug/ml£W) £<gjSt, <I<O10mlS\ TICS: 
a-h t£100mmT4 7^ (IWAKI, COLLAGEN COATED 
WARE 4020-010 : g^SS? (tt) «] 25&fc#at, 5 

£, K^fcROBKfcWgMftfcttT* Dulbecco's PBS 
T20a»Lfctt. «rLv^JfikS»W:. 25ft^)r-( 

181ft) t. 7iM;^-;KPB) , ^fyx'jy 

(Ins), T*V*9*fy (Dex) «)4HMt*** 
Bf«coa^45-ti-CBlr«»K^-rSWayiK)uth MB752/ 

ffi:\mm) . 4*:. «0O16fe<0r-f -y^a^3t>8 

rat) i«MsaM>**fTV*. s(c24^ia» <«««■* 

Oft) (C. PB, Ins, D e xfltfHMtejfrsJSri&O 
ffl^ibtfTlvT^^^W^&Waymouth MB752/ltgffl 
«C24WSW*U; (tt*HMIH:72tt 
13) . 4/0, ft*)to8VP>T4 -rioLfcowttt. 5ESB 

B^ROiKv^omm (@£24B$ia&) mf^-m 
isk* ( *s«72«aaa> k. pb. i n s , d e x<o#» 

ICS: * * 0rffi<Offl^*-tf-CBf^ilBE**t SWayiouth 
«752/l«Jt»Jfit:SttL. »c24««SI**Lfc (tt 
tgSHSBI : 96B$H1) .S-PB, Ins.De xti, « 

PB : 2M PB££ff1-*PBS*»£WRU iFj§ 

«SLfc. vi*i*s%fc:»LTi/ioooaaanL. mm 

Ins: 10" 5 M I n s MrfTtSfflSSifcfcWRU 

JSSLfc. d ft S: JgfttWf t T l/200S^ia L , mm* 
<0»«S£ 5X10- 8 Mi: Lfc. 
Dex:10- 3 M D e x £:£#$-•& X?y-/l4gi8S:i)l 
St, MU. £*l*JSttfcttL-a/1000*»SD 
t. «Jft+<O»»*£l0-«Mi:U:. 
[0034] (2) fh?D-AP-4 50§®Etf)5|f2 

• RNAttffifflSolution D 

4M /7-yy-7Af*y7*-h, 25mM ?xyi§-/- 
h l J>>A&^0.5%-9-;W3v';K?5S^100mUC, RNA 
S:ttai-rSljut/3-^;^Thx^/-;W).72mlS:Jn 
iTS^ft. ^8aLfcfc<0*RNAttajJliSolution 
Dfctfc. 

• 5x yy-yy • y\* y7r- 

mops (3- : e;^U/7'o J 'N°yx;i/*yg?) 20.93g, If# 
•fh'J-^A 3.4g. 0.5M EDTA-f (pH8.0) 
5bUC, 450il<O8ie*£illl*Ti§JJfgL *BMfr*-MJ 
•> A*j1^T'pII7. OtcHS L , 500ml fcSgS t£fltf-- 1- 

• A>f 7*'J -feT-V 3 yA 7 77- 



50% */l^7$ H, 1% SDS ( Kri'/HKBrt-h 'J -7 
A) , 5 X SSC, 5XDenhardfs}§$, 50raM 'J y&t b 

i/By^/yr—b Ltz. 

0.1% sDssr^-ri,, o.ix ssczmmuz®. 
at, ztizimmt itz. 

C003 5] [W3«Jff«*><^RNA<0fMi] X 
IS ( 1 ) T«4>*Ut#»»ft^llF«ia*^ , 3Ay> 
^• :J f— fc-f yf-^ffi CChomczynski.P. and Sacchi, 
N.,Anal.Biochem. 162:156-159 (1987) ) OT 
WJimcJ: ORNAfcttiBU:. xf£ < 1 ) T1#£>*l 
tz , 45Jf^^*JFF*HM^r 13* t tz lOOugcoiSSffl 5 ml ^ 

lXDulbecco's PBSf 1 0?5fcft t , 1.5ml<?)RN AMJ 

fflsoiution 05:, !EfcJn;lfcfl6MIB£att»»*l5BiiS 
tof-A-ftZWRLH. Ht, JS*ltC1.5«14>RNA 
ttffifflSolution DS^TSgftif t, c\cr>®mt>&<?) 
i&<M- a- 7*lcfiWrT @IR t , *HBa«5-fc: * 6 4 Ttt 
LXHtffLfc. ffWdiMK, ttSft&*ttffl7x 
y-Mm 3ml ( IS) , 2M Sltf-hy 
(PH4.0) 0.3ml (l/10!g) &tf?ao*yl'A/>f V7 
\1\,T)V?-)V (24:1) 31$ 0.65ml (1/58) S-flPx, 
tf/PT/?*$*^-Tm<8t#U:. 10# 

(SAKURA R90-23) ££9, 20°CT-20^H, 3400r P mT'^ 
<WmUz. _te$-^M, 15mia-C>f- J L-7"lc 

fit, Cin(c3ml<7)-< V7°Dh';l-r^3-^5:J!iPi.-CJ: 

<«B ! FLfc. mtm. -2o°cx'imffi&±. «t<«- 
arc-cio»iaftBLfc. ry^/UD-^-as 

C« (HITACHI himac CR21, D — 9 — 50F6A) (CiO, 
41C-C2MHSL lOOOOg (9800r P m) TjS'll«it, 
y-f-^ayCtOijfl^^t, StCA-X7-/H^^ 
•yh"C*8S*BiKfeLfc. »A><lfciltiRtC. 0.4mlcORN 
AftttifflSolution DS:Jni, it»*»JBLfc. tf^it/: 

-^2: 1 ml Jp^.T -20'Cf 1 B*SW± , ^ t < ti -STC 
■ClO^MSIttatfc. ^^T'^itS:, 4°Cfl0^H, 1500 

orpm-c^D«iat, m*iri]y : f- : s*y\ l z&*)®& 
Uztk. fcrnnx*? s-wmuz. '&t>titz& 
fcimmmzix*? y-^zmiLtzm. mms 

*2!^30u\m.MlXfom®MlRNA®mt t 
iz. fS5, RNAif?g+i7)RNA*»i. I^^O260na<0 
!83KK*><c>^StA:. 

[00 36 J [ R N A<7)«mi*» ] ±lflt1# Wz R N 
AS:, h--7X<7)^rft (Thomas.P. (1980) Proc.Natl. 
Acad. Sci. USA 77 : 5201-5205) l,zmm<7)pn<WM,K 
mVt->tz. 5fe-f, Seakem CTG7^'o-X CSSJS 

lgtMe*62.7alSr»iT^-h^U-7* 
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mO'C t m L fctt . T/Wr t H 17. 8ml . 

5x 5yzy/.y< 7 7T- BOmlSrJoxf^L. ? 

r- U 4 (=S R N Am§W*»fflT;#n-xy>£ 
ft*SW:. RNA?f$ (£RNA«10~~20/xg) 

4.5uK 5x yy-y-7 - A- y 77- 2.0juU *;kk 
T/PrtK */UA7S H 10jul£-?4 ?of- 

(50%^'J-feo-;k 0.4%7'oA7x/-;P7';u-. 

Sil:, lOmg/mlxf-v^ixya-?^ H?f igSrl/lO^j&a 
;t£i><0) £2/il-?oJii;lfi£U d<0&£i6£RN 

t\ ix ^yyr-zm.mkmmizffitz 

U 50~100VT^ciSL7t. 

[00 37] [RNACoru-yf -f y^] 10X SSC£JB 
^T, lMf>«0*a (Southern, E.M. (1975) J.Mol.Bi 
ol 98:503-517] 0&\ JjTCtt&ilfcyjk&Wa. R 
NAii-^ny^yy'lyyy 4)V?— (Hybond-N* : Ame 
rshamttS) fcK^Lfc. ft, ;< V7VV7 >f 
(i. ffifflaut^*. &UT-10X SSCC gST12B#[g 

?vyy <)i9-<r)&ft%*ft*Fm:mw. )r ). uv 

?DXijy? (FUNA-UV-L INKER FS-1500 : 7i-3i/ft 

wee 2 B#ra^-^ L£ . <-*y?m. y< 

[00 38] [^h?o-AP-4 5 0®f£ ; F^aifflr 

d-tvwmh f->^p-^p-4 5oae?s-3-H 

flcDNA (jg#£>. Proc. Natl. Acad. Sci. USA. ,79,2 
793-2797 (1982) ] i^tsTyXS. h'A^fgc DN AS: 
ttlUL. -IftSrT'o-yi; U T4 Polynucleotide kina 
se (- ytfyvVyftlS) [r- 32 ?] ATPSrffi 

s?D-AP-4 5 oa&Fttajffliairn-^^fai 

Lfc. h ? n-AP - 4 5 Ofgf ia - Ht 

h c D N AZ&tsTyX 5 Ktt, JMt**, WfmWt 

[0039} [^h^o-AP-4 5 0af£^h<7)>'N^ 

#^tifcRNAS:|g^L^yy^y7 ow-wm 

7 -f /P?-100cm2;|7t 0 3 ml WW 7*'J ;5M -tf-i> a y 
;\'-y7 7— £A*u Pt#Ui^-9--C»tfcfft. ISA' 
•x 7 r-£I£* yyvyy < )V?-{zm&$ik. A?C<n 

a y* 3.<-?-*?8mm^i2!$m7°]/'^ rvy 

•9 . ±IST'f^LtS^7-o-7^ajyiaL^c^'"/ 
7r-lml3£9 1 XlOScpmfc^i^lCjfiai. SSrffl 



tT, 42°C<M y*y.<-?-*X'\2tiffflt:l±.J\4 7"'J 
<Oi8i&£»T. ^S^aMT'30li<-tf t^a, ^ 

s-cism ua»aTjgk 3 lt^uc < 20) . 

JEtc I^y/i/y7^/^-^, K8@KftlcllL, 65 
X:-C15^ffifc o LXmitz ( 20) . fcivr.'yvf 
7 'J -te'-v-a y£*T->£p< >7Vy7 -f )V9-t<7) 
Wife*. BAS (BAS2000, e±7 j )UA 
(tt) K] KJ:95£*Lfc. SC. **>SL *-r^ 
*^77fcJ: 0 . -WCXW&x? V->ft&TX°m% 
£-tL it-VyV*yyI**Vmi,tz. Js-YyV*? 
97<ott»SrSliaV02fc:**5?t. ft. HUi. D 

Hl&t^24«K^T, -«iil^Jp2r*^ 

[ o o 4 o ] m i <oe*a»fci$i4,*»$*i< . «w« 
mBww&mmmziftx . mm^i^yt txtzmzm 

^n-AP-4 5 0^^jfp$f|-ri,^ffl*sj,SifcA i ' 

ig^^ix. insost&i&kitimmmixft 

£T-i. PBtiOiS)fFIHMc^h^a-AP-4 5 0 

0ia^ll2^IS^ 
*»^W6*»«*I< .Ins ***^r^^^lSSHt^tt 

W5*5:V^Ct±. lS#72B$[§iai«±. PBtJ;^ 
*Y9u-JUP-45Q<r>ftmtWsbt>t&^W. De 
xt*WS*fc«^t:tt, ^^6^SatMTt. PB 
tz£&1-h?a-AP-450cr)3m,tffflgZtilZ 

m^ltHf. Dex(CPBlCj:l>f-N^n-AP 
- 4 5 O^^^^ti^SltS^ffl^-SCltA^I 
4. 

[0041] mm. 2 

( i ) wsjmmwwwzmh. mmmmit 

■ Waymouth MB752/lt5tfi 

'mm. i tmmmMK mmnmxmmuz. 

■ Dulbecco's PBS 

num. ltmiMMm^K mm^mx-mmuz. 
[0042] [ %m.tmK®m<7)%mi mm. 1 -e# 

CtLtdftmnfflMZ . 1 X 106 «/ml ttchXolZ^ 
±te-CPS?L/iWaymouth MB752/UM (m>f'Jy 
>2.5wg/ml . ^-v»J y50IU/mlS.l>'7. h VTYH 
xy50xig/ml^) fcJgjfU CL^lOmlS:, TIC?r 
3-hL^lOOmmr-f /v-i (IWAKL COLLAGEN COATED 
WARE 4020-010 : ^fflif (flc) »] 8t)UK^EHS- 
g e l£a-h LfclOOmmr 1 -v l^a. [MATRIGEL™ : Bee 
ton Dickinson (Collaborative Biomedical Products) 
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rWSSUc. fS*4«Na»fc* JBHIfiirB'JIiKfc 
WWfcfclfrC. Dulbecco's PBS?2lslfti*U:gL ffU 

7i//^t7-* (PB) , >fyX'J> (Ins), 
T***9 y fy ( D e x ) d0«1Mtt*^BfSwa*^ 
fctfTBf^Mte^&Uajwouth »752/U8Jftigttfc: 

ffi. PB, Ins, Dexli, OTWtfifiCJ: 

PB : 2M PB£**rr4PBS*»*IM!U 
JSitLfc. iiiti»«c#rUTl/l0001«ant. Wfe 
+<0»»tS:2mMfc Lfc. 

Ins : 10-5 MI n s SrHISU tt 

BUS. £ii£«Jftfc#LTl/200fii6JnU IStft+co 
»«*£5xiO-BMfc Lfc. 

Dex:10- 3 M D e xfr^HTt&X^y-A^Mf^H 

U iS*+<?)»««*10- 6 M4:Lfc. 
[004 3] (2) 5 0%S^«I12 

ttTCHMRMte L-C±Ifi ( 1 ) -caMxfciOfcttfH 
LfcfiWtt, XMM. 1<D ( 2) fcHtKK*J&v\ PI 
aoli^ffo-C, &«Ma4^-h?n-AP-4 5 

-h7y^77^gi^|3tit. jSS. 03* 

[00 44] B30lS»a»fcHH£a>£*ii<. TICIrl 

*1\ D e x££#*S^£jS£«£ffifflLT*Oftlg 
«IF«Bfc«iWitfcr. EHS-gel^ffl Lfc*£ 

k|5|«^. PB£j;2,^h?a-AP-4 5 06o^:lI£• 
f$®u#l>.r.!:A l ¥'^^>. 

[0045] hmm. 3 wwmtitmwm* h 
( i ) mm. m^cnmmcofmmzmfumcom 

PB8S3gf-h?o-AP-4 5 0<0&J8Og« 
fcfgflfcLTfSrrSClk. iSli. KMfOOTilcJ: 

zmmvAmzt ^x^mzunzKLx^z,^ 

ttzw&mmmmmmizmztiz. mm) 
— <i » a > z-ktsmmmwm&m* h . 

( i ) T I C £ a - h L£ * 'J X f - 1/ y 7V- h . ( i i ) Way 
mouth MB752/USffi, (iii)De x. 

[0046] (2) mm. m«<r)mb&>sms&£.n 
vhim<mg.zwmmmm mm) t txm» 



izt. m±. tmmm<r>Mz x&ttmmmtf xmz 
t ^xtm^m^Lx^ij^mmthtzMz 

m%m. mt. ®wzmwMizmf&PB®mi~ 

<£ffl£ftl>. OTco(i)-(iv)£#tf«g*ff»g 

(i)T lC£3-hltzX ] JXl-U>7U-h. (ii)Way 
mouth MB752/tfStfe. (iii)PB. (iv)Dex. 
[0047] 

-ri»i^ottftts«ifFaiBa^t5*73 a. p boss* h ? 

o-A P - 4 5 0 £%33ltt9*ttttJ*manff>i8* 
M«SMII(:MS P B^If h ; o 

-j>p-4 5o<7)fmm. &mz. ztih^imizm 
®£xl . p BSf<oa>!r<o4ftrt»nit J: o . iwsa 

fcPBR*ffl*h?a-AP-4 5 0£fiJI;*iM><rk 
# { T*£. SCIi. i£f-h?o-AP-4 5 0£3SK/l' 

[0048] 

[Hfflofgiji&iaHjn 

[011HJ601 l"C»6*lfc. t-b7^77^ 
-cr)£%£ ^ Lit i C0T'*> & . 
[02 lUSfeffl. lT1#<oflfc, 5T-h7^57< 

[03] IttSfll. 2T#^n^. SJ--h7xW57-f 
-co^ss- * Lit i *rc» 6 . 

01£S*T, PB(i7x 7/^/14: Insli-f 

m2izKX. PBIi7x7A>t7-;^, 
De xiir^-f^^y'ySr. I n sti'f 'J >Sr^ 

tat. ttc. +tema*. -i±mm\i$:iz«^t. 03 
t i ct±«5'|.a«k lt i m^y-yym 
Lximttzzti. EHSimw\-mmtixEHs 

(Engelbreth-Holm-Sworm) - ge 1 5rffifflLTtgSL 
Sr. Dexlir^-F^Vy^ I n s(±-f yX'JVS; 
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P B - + + 
D e x + + + 
las - — + 
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- - + 

+ + + + 



[033 



tasmsH TIC EHS TIC ehs tic ehs tic ehs 

PB - - + + + + + + 

Dex - -- - + + + + 

Ins - - - - - - + + 




